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Ftare 2. A M iHitao*ti<m of SffiMefick&t BSC are actfrefo F . — - 
B^U staining* Sc8+fef*l^rt4B- HSC ft&m a representative SHSW- (A) and t-^ 
/- (8> moiiseT C M^ l^ il^oi^ m Sea^ilryi-tftfHLin- HSC following a 9 
day BrdU pfaitiMfat* and mice 6*4 per genotype). The percentage of 

I§Ct>c*niv6 te^^ sotyjpe con 

ttdiA^0^^-tff-W Only HSC with BR4U staining above fa* seen 

in the isotype control were conwdeieo: positive for BrdU incorporation and this taction 
was used to detenmne the percent BrdU positive HSC Mice were placed on drinking 
water contaimng broniodcoxYiiridmc (BrdU) at lmg/ml for 9 days. 'Die mice were then 
sacrificed and bone marrow cells woe isolated from intact tibia and femurs. The BM 
ceils were initially stained with me Lin panel-FlTC, c-Kit-APC, Scai-PE-Cy7 and 
TlryU#ychwn*e (eSioseienc^ FoUowjngceirpemeabiUa^ 
^es were stained Witt ami-lrdU-PE (9D Phanmngen) and analyzed on a FACS 
Weafl^DlVA. 
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F10, 6 A) Bone rrrarrow (BM) ( spleen, 
and peripheral Wood (FB) from 
SHIP-/- H28 mice were analyzed for 
the presence of hematopotetic 
stem cefe (HSQCT^OJn^H* 
Sca1+ thyT+) and early progenitor 
oette (Un-dOtf ) and fate progenitor 
ceils (Un»°*cKJt+) by flow 
cytometry analysis. B) Bone mar- 
row from SHP»W was analyzed 
for HSC and progenitor cefls as 
mentioned for SM H2& C) Statisti- 
cal analysis snowtog the rotative 
andabeo^ rwmbers of HSC and 
progenrior ce»s anrerenx 
hernitopdfetfc organs. The statis- 
tical analysts was performed using 
the unpaired Student T test 
Results were considered significant 
(aidieated hy an *) when p values 
were under 0.0$. 
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eoounns adulthood A) Bone marrow (BM) ftibin ***GRE SHB^- and -.mH*-tilim*mm+ 

^^^sto. M^SHflM* B*»:ar« cnwtodby inji^^ with 

Wtto^b^aGls on ^Ife j5»*mt«»to 
causa t^^&arfljptidn of OH Ot£ wi tten owe recort»aton erf the fto* m leading to 

mwmm'ifct^ ***** 
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in iWSHJF* mtee, A) Bone marrWCBWX sj^* and peripheral Wood (TO) from H2B mice 
were anarywd for the presence of hema top ototte stem cetta fotowing a different immuno- 
phwvotype <HSC3iirhl^-€l0t+Sca1*) by flow cytometiy analy^s, on FacsCatour. B) Statistical 
awlysis showing the relate of HSC in the different rtetnatopdetfc chares. C) Statistical 

ana^sliO^theaD^ The statisti- 

cal sta^^pier^ *esu*e were ^ consfctei^ s^nificant 

(tmfleated by an *) when p values were under 0.0S. 
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WT ^ Sttff* A Bcell Tcefl Ityetoid cells 



W®* 8 Uvcl of reconstitute after direct competition assay. Direct competition assay 
wa* pertdrtfied by sorting KTLS <yn-cK^+5ca1tThy1+) ce»s from SHfP^* Ly*2 mice and 
from WTLyS.l mice, 200 SHIP*'* Ly5.2 and 2(50 WT Ly5.1 KTLS were then injected into the 
same animal with 40 000 Scat vaugpfftfqt cetts (Ly5.1/Ly5.2), The recent mice were 
Ly5.1/Ly5.2 f which allow us to identify which calls in the immiihe system comes from the 
recipient, WT donor or SHtf>* A donor. The recipient mice had undergone total body irradiation 
(dose: 600 fads and 2 hours later 400 rads) 2 horn before being transplanted With the test 
cells. Afto transptaf^ the mice were given antibiotic water to prevent opportunistic 
pathogen. At dSimsnm time point sifter translation, the mice were; tested for reconstfcu- 
tkm of the h^m^-i^etic cbn^ittment. M We show global recenstfcuiion 4 weeks and 4 
month after transplantation. The result show no slgnficant difference 4 weeks after trans- 
plantation between the WT and the SHIP-/- HSC abiRty to reconstitute the hematopoietic sys- 
tem. Four 4 months after tfanspferttation, the proportion of hemato|jotetk: celts derived from 
the WT KTLS Is ^gniffeantay higher than the one derived from SHIP*'* KTLS cells . 8) We shows 
the level of reconstftution, 4 months after transpleritatJon, in 3 cWferent hematopoietic lin- 
eage to show that the cetts are pJuripotenL Again the level of feconstftution from the WT 
KTLS is sigrtifcantJy higher than from SHIP*'* KTLS. This Is the result of 11 mice done in two 
oWetent experiments. Statistical significance was established using Prism 4 software, 
unpaid stuo^nt t test. + p>O.05j * p<0>01 **p<0.005, ***p<0.05. 
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assay show* that bwte mans* has 
i0S*M<tf tfta* Iftwrmttes B*t Wee tnimjptontetfc LyS.I C57BI6 mice that 
mmto&fcml^ <m0^^s» of 0Mracfe, The tested cells were Ly5.2 

A) of wojtstttutlbfl of the hematopoietic system by the tested donor BM. 

Student 

t ms^m^^ W)$iffl&ri^ ^pubitton ifl^Gffcft Wis wfet)r 

Mt^ib^^ flatted dtem&tf bytfck Harrison, vrtwre donor GRU» 
(tQ^teiw 10 fcthe number of of QRU pr*5fcht the com- 

;pi^.^i^5;i). WT BM has a ^gnfficwitly h^w number of CRU otfnpared to 
SWP-A mice. Unbred t test p**0.0005. 




* 6i» ^ <m BM SHB> defied and «ff nttw revealed 
^J^^iS^1*Sthrt are m 

®H*iM. mm* mmtwimmw mmm p&imm\m ship* 

mice on a CS?B% background and SMP^^on a T 29SvJ background with 
re^ectfve WT counterparts. 



SHIP deficiency alters the size of the Mammary rtem cell 




JIG. 11 



SHIP deficiency leads to an increase in 
mesenchymal 
stem cell number 




MeSC were analyzed from and SHIPV- mfee on a C57Bte/J ack©round. 

F«mw* arei tlbtaa vwe cctteeted from three set* of mice. The muscle, ^^ a ^ 
and marrow were removed. The bone was crushed with a mortar and pestte and 
the ffcpiiems were digested wfth eeHaBenase, Cefla were plated wHh MeSC 
isolation media in tr^teafc electa* density. They were allowed to attach for 24 
hoareattfte conduston of whkfcthe riwwriherent c*Ua were washed away and 
the adherent oefle were coimted (See Pelster et el 2003). A student* tteet was 
pe^^alftd^e P-veJue < 0.0001 . 
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Analysis of SflP+f" and SHlN-MaSC 




™ twwwt 9ta ittntor Of WaSC per 1 rriBOA tapUt «W» bone 
^Jll^^itllwa^ at 
24 : 'M» a* 4 «^ pa« wo ittfris a ftarnatacjfcaater. T«* eei 

B«KMSttii«(il32^Wr to 11.7 for 
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